Gel Electrophoresis of Gold-DNA Nanoconjugates by Pellegrino, T. et al.
Hindawi Publishing Corporation
Journal of Biomedicine and Biotechnology
Volume 2007, Article ID 26796, 9 pages
doi:10.1155/2007/26796
ResearchArticle
Gel Electrophoresis of Gold-DNA Nanoconjugates
T. Pellegrino,1,2,3 R. A. Sperling,1,4 A. P. Alivisatos,2 and W. J. Parak1,2,4
1Center for Nanoscience, Ludwig Maximilians University Munich, 80799 M¨ unchen, Germany
2Department of Chemistry and Lawrence Berkeley National Lab, University of California, Berkeley, CA 94720, USA
3National Nanotechnology Laboratory, INFM, 73100 Lecce, Italy
4Fachbereich Physik, Philipps Universit¨ at Marburg, 35037 Marburg, Germany
Correspondence should be addressed to W. J. Parak, Wolfgang.parak@physik.uni-marburg.de
Received 20 July 2007; Accepted 13 December 2007
Recommended by Marek Osinski
Gold-DNA conjugates were investigated in detail by a comprehensive gel electrophoresis study based on 1200 gels. A controlled
number of single-stranded DNA of diﬀerent length was attached speciﬁcally via thiol-Au bonds to phosphine-stabilized colloidal
gold nanoparticles. Alternatively, the surface of the gold particles was saturated with single stranded DNA of diﬀerent length either
speciﬁcally via thiol-Au bonds or by nonspeciﬁc adsorption. From the experimentally determined electrophoretic mobilities, esti-
mates for the eﬀective diameters of the gold-DNA conjugates were derived by applying two diﬀerent data treatment approaches.
The ﬁrst method is based on making a calibration curve for the relation between eﬀective diameters and mobilities with gold
nanoparticles of known diameter. The second method is based on Ferguson analysis which uses gold nanoparticles of known di-
ameter as reference database. Our study shows that eﬀective diameters derived from gel electrophoresis measurements are aﬀected
with a high error bar as the determined values strongly depend on the method of evaluation, though relative changes in size upon
bindingofmoleculescanbedetectedwithhighprecision.Furthermore,inthisstudy,thespeciﬁcattachmentofDNAviagold-thiol
bonds to Au nanoparticles is compared to nonspeciﬁc adsorption of DNA. Also, the maximum number of DNA molecules that
can be bound per particle was determined.
Copyright © 2007 T. Pellegrino et al. This is an open access article distributed under the Creative Commons Attribution License,
which permits unrestricted use, distribution, and reproduction in any medium, provided the original work is properly cited.
1. INTRODUCTION
DNA-functionalized gold nanoparticles are an interesting
system with applications ranging from biological sensors to
the construction of self-assembled materials. Experiments
are based on attaching single-stranded DNA molecules via
thiol-gold bonds to the surface of Au nanoparticles and a
subsequentself-assemblyprocessoftheseconjugatesbymak-
ing use of base pairing of complementary DNA molecules
[1–5]. For example, by employing Au-DNA conjugates, sev-
eral groups have developed schemes to detect target DNA se-
quences [6] and to assemble nanoparticles into macroscopic
materials [7, 8]. DNA-functionalized Au nanoparticles are
the building blocks for the above-mentioned experiments.
Therefore, it is of great interest to investigate the properties
of these conjugates in detail.
Due to the high aﬃnity of thiol groups to gold surfaces,
thiol-modiﬁed DNA molecules can be directly bound to the
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surface of citrate- or phosphine-stabilized Au nanoparticles
[9, 10]. Although commonly a random number of DNA
molecules are attached per Au nanoparticle [1], also parti-
cles with an exactly deﬁned number of one, two, or three
attached DNA molecules per nanoparticles can be obtained
[11–15]. Certainly, several parameters have signiﬁcant inﬂu-
ence on the properties of Au-DNA conjugates, such as cov-
erage of the Au surface with DNA, conﬁguration of the at-
tached DNA molecules, and hybridization eﬃciency of DNA
attached to Au surfaces. These parameters are strongly con-
nected. The degree of DNA coverage will inﬂuence the DNA
conformation, which, in turn, will aﬀect the hybridization
eﬃciency. Also, nonspeciﬁc adsorption has to be considered.
A body of experiments investigating these parameters
has been reported for DNA attached to ﬂat Au surfaces us-
ing diﬀerent techniques such as atomic force microscopy
(AFM) [16–18], surface plasmon resonance (SPR) spec-
troscopy [19–21], radioisotopic techniques [22, 23], ellip-
sometry [23], and X-ray photoelectron spectroscopy (XPS)
[23]. These experiments allow for a detailed picture of DNA
bound to planar gold surfaces and the results have clariﬁed2 Journal of Biomedicine and Biotechnology
the binding mechanism, the surface coverage, the hybridiza-
tion eﬃciency, and the role of nonspeciﬁc adsorption, all in
dependence of the length of the DNA.
Since the eﬀect of surface curvature has to be taken into
account [24], the results obtained for planar Au surfaces may
be transferred to spherical Au nanoparticles only under cer-
tain restrictions. The surface coverage of Au nanoparticles
with DNA has been investigated using the displacement of
ﬂuorescence-labeled DNA molecules with mercaptoethanol
[25] and by gel electrophoresis [26]. Also, the conformation
of bound DNA [27, 28], hybridization [29], and the role of
nonspeciﬁcadsorption[26,28,30]havebeenin vestigatedfor
Au nanoparticles.
In this report, we present a detailed study of elec-
trophoretic mobility of Au-DNA conjugates. With this study,
we want to determine the possibilities and limitations of
this technique. Besides our own previous work [27, 31], also
other groups [28, 32, 33] have recently reported about the
possibility to extract eﬀective diameters for bioconjugated
colloidal nanoparticles from electrophoretic mobilities. The
aim of this study is, in particular, to investigate the limita-
tions of this analysis.
2. MATERIALS AND METHODS
2.1. Samplepreparation
Citrate-coated gold nanoparticles of 5, 10, and 20nm diam-
eter were purchased from BBI/TED Pella (Redding, Calif,
USA). In order to improve their stability in buﬀer so-
lution, the adsorbed citrate molecules were replaced by
a phosphine (bis(p-sulfonatophenil)phenylphosphine dehy-
drate, dipotassium salt) [11]. The concentration of the Au
nanoparticles was determined by UV/vis spectroscopy by
using the molecular extinction coeﬃcient of their absorp-
tion at the plasmon peak. Thiol- and Cy5-modiﬁed and un-
modiﬁed single-stranded DNA were purchased from IDT
(Coralville, Iowa, USA) or Metabion (M¨ unchen, Germany).
All sequences can be found in the Supplementary Material
(available online at doi: 10.1155/2007/ 26796). The concen-
tration of the DNA was determined by UV/vis spectroscopy
by using the molecular extinctions coeﬃcient of their ab-
sorption at 260nm. The thiol-modiﬁed and plain DNA were
addedtothephosphine-coatedAunanoparticles atpH =7.3,
c (NaCl) = 50mM, and samples were incubated for some
hours up to several days [11, 27]. Generally, in such exper-
iments, DNA is always added in large excess, thus that the
number of attached molecules is related but not fully con-
trolled by the stoichiometry of DNA:Au-NP because of the
rather low binding yield.
2.2. Gelelectrophoresisexperiments
The resulting Au-DNA conjugates were loaded on 0.5%–6%
agarose gels (agarose: Gibco BRL, number 15510-027; 0.5 ×
TBE buﬀer, pH 9) and run for one hour at 100V [11, 27].
(Since 6% gels can be inhomogeneous due to their high vis-
cosity,thedataobtainedwiththesegelshavetobeinterpreted
with care.) As reference, always unconjugated Au nanoparti-
cles of the same diameter were run on the same gel. In ad-
dition, gels with unconjugated Au nanoparticles of diﬀerent
diameter and free DNA of diﬀerent length were run. The
bands of the plain and DNA-conjugated Au nanoparticles
were directly visible by the red color of the Au colloid and
the free DNA was visualized by an attached ﬂuorescence la-
bel (ﬂuorescein, Cy3, or Cy5). The bands of the gels were
photographed using a digital camera system (Eagle Eye III,
Stratagene). The mobility of each sample was determined by
measuring the position of each band referring to the start
position where the samples had been loaded. This resulted
in a comprehensive set of data which relates the mobility
of Au-DNA conjugates to the diameter of the Au particles,
where the relation between the amount and the length of
the attached DNA, nonspeciﬁc versus speciﬁc attachment via
thiol-gold bonds, and the gel percentage was studied.
2.3. Calculationoftheeffectivediameter
oftheAu-DNAconjugates
Since mobility is not an illustrative quantity, we have at-
tempted to convert the mobilities of Au-DNA conjugates in
eﬀective diameters. The evaluation of the gels in which plain
Au-nanoparticles of known diameter were run yielded a cal-
ibration curve in which the mobility is plotted versus the di-
ameter. By using this calibration curve, the mobility of the
Au-DNAconjugatescouldbedirectlyconvertedintoeﬀective
diameters [27]. Alternatively, the mobility of Au-DNA con-
jugatesatdiﬀerentagaroseconcentrationswasusedtoobtain
Ferguson plots [34] and ﬁts of the Ferguson plots yielded
the retardation coeﬃcients [28]. First, Ferguson plots were
made for plain Au-nanoparticles of known diameter and a
calibration curve in which the retardation coeﬃcients were
plottedversustheparticlediameterwasobtained[28].Byus-
ing this calibration curve, the eﬀective diameters of Au-DNA
conjugates could be derived from the retardation coeﬃcients
derived from the Ferguson plots of the Au-DNA conjugates
[28].
2.4. Determinationofthemaximumnumber
ofattachedDNAmoleculesperparticle
We have also quantiﬁed the maximum number of DNA
molecules that can be attached per gold nanoparticle for par-
ticles with 5nm and 10nm diameter and single-stranded
DNA with 8 and 43 bases. For this purpose, single-stranded
DNAthathadbeenmodiﬁedwithathiolgrouponthe3’and
a Cy5 dye on the 5’ end has been attached via formation of
thiol-AubondstothesurfaceofAuparticles.DNAwasadded
indiﬀerentDNA toAu ratios andthe conjugateswererun on
an agarose gel. The more DNA bound per Au nanoparticle,
the more the band of this conjugate was retarded on the gel
[27]. At a certain amount of added DNA, the retardation of
the band of the conjugates did not further increase, which
indicates that the Au surface is fully saturated with DNA
[27]. The bands were extracted from the gel by cutting out
the agarose piece that contained the band and immersing it
into 0.5 × TBE buﬀer solution. After two days, the Au-DNA
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extraction procedure ensures that all DNA is really attached
to the Au particles, since free DNA migrates in a much faster
band.UV/visspectrawererecordedoftheextractedAu-DNA
conjugates. For each of the conjugates, the DNA concentra-
tion was determined by the Cy5 absorption and the Au con-
centration was determined by the absorption at the plasmon
peak and from both concentrations the number of attached
DNA molecules per particles was derived. As we quantiﬁed
the number of attached Cy5 molecules only with absorption
and not with ﬂuorescence measurements, the eﬀect that the
ﬂuorescence of Cy5 close to Au surfaces is quenched [35] did
not interfere with our analysis.
All methods and additional experiments can be found in
detail in the supplementary material.
3. RESULTS AND DISCUSSION
3.1. TheattachmentofDNAtoparticles
increasestheeffectivediameter
andthuslowerstheelectrophoreticmobility
The attachment of DNA to Au nanoparticles can be clearly
observedbygelelectrophoresis[9,11,13,26–28,36–38].The
mobility of particles on the gel depends on two factors: size
and charge. The bigger the size, the slower and the higher the
charge, the faster particles will migrate. In the case of neg-
atively charged Au particles (e.g., with citrate or phosphine
moleculesadsorbedtotheparticles),theattachmentofnega-
tivelychargedDNAmoleculescausesinﬁrstplaceanincrease
of size that can be seen as a retardation of the band of the gel
[27]. If the change in charge dominated, then the mobility
of the Au particles should be increased (addition of negative
charge) or drastically decreased (addition of positive charge)
up to change in the direction of migration. Although this ef-
f e c th a sb e e no b s e r v e df o rd i ﬀerent systems [31, 39], it has
not been observed for the Au-DNA conjugates used in this
study. Upon attachment of DNA, the mobility of the result-
ing conjugates was always moderately decreased. Therefore,
in agreement with previous reports, we assume throughout
this manuscript that attachment of DNA to Au nanoparticles
inﬁrstorderincreasestheeﬀectivediameteroftheconjugates
which can be directly seen in the retardation of the band of
the conjugates in gel electrophoresis experiments [9, 11, 26–
28, 36–38].
3.2. Generationofacalibrationcurvethatrelates
electrophoreticmobilitiestoeffectivediameters
One aim of this study was to obtain calibration curves in
which measured electrophoretic mobilities m can be related
to eﬀective diameters deﬀ. By running phosphine-stabilized
Au particles of known diameter (the overall diameter of
phosphine-coated Au NP was assumed as the core diame-
ter plus two times 0.5 nm for the thickness of the phosphine
layer and the smallest nanoparticle size used for calibration
was 6 nm) on gels, by measuring their mobility, by ﬁtting
the data empirically with an exponential function, and by
using the inverse of the ﬁt function, we obtained a func-
tion in which the eﬀective diameter of Au particles and Au-
Table 1: Experimentally obtained parameters for deriving eﬀective
diameters from electrophoretic mobilities for diﬀerent gel percent-
ages y. The data have been derived by ﬁtting an experimentally ob-
tained dataset of electrophoretic mobilities of Au nanoparticles of
known diameter and represent the mean values and standard devi-
ations.
yA y Ty (nm)
0.5% 1.017 ±0.015 189 ±19
1% 1.049 ±0.012 85.0 ±3.7
2% 1.120 ±0.024 37.7 ±1.9
3% 1.236 ±0.025 18.8 ±0.8
4% 1.476 ±0.061 10.3 ±0.9
5% 1.759 ±0.079 7.16 ±0.66
6% 2.073 ±0.083 5.77 ±0.49
DNA conjugates can be directly calculated from their elec-
trophoretic mobility:
deﬀ(m) =− Ty∗ln((m/m10nm,y)/Ay)+6n m . (1 )
The parameters for y = 0.5%, 1%, 2%, 3%, 4%, 5%, and
6% agarose gels are enlisted in Table 1. In order to enhance
the accuracy by making relative instead of absolute measure-
ments, we always normalized the mobilities m to the mo-
bilities m10nm,y of plain phosphine-stabilized Au particles of
10nmcorediameteronthesamegel.Therefore,althoughthe
primary data of all electrophoresis measurements are elec-
trophoreticmobilities,wearediscussingtheexperimentalre-
sultsin termsofeﬀectivediameters.Thediametershavebeen
obtained with the above-described formula from the mobil-
ity data.
Since obviously the eﬀective diameter of Au-DNA con-
jugates is a ﬁxed physical property, it should not depend on
the form of measurement and analysis. We, therefore, com-
pared the eﬀective diameters derived from 1%, 2%, 3% gels
via the respective mobility-diameter calibration curves and
from Ferguson plots [34]. For the Ferguson plots, the mobil-
ity data from all gel percentages are required.
3.3. Evaluationoftheaccuracyofeffective
diametersobtainedfrom
electrophoreticmobilitiesvia
mobility-diametercalibrationcurves
The determined eﬀective diameters for Au-DNA conjugates
forAuparticlessaturatedwithDNAandforAuparticleswith
only few DNA strands attached per particle are plotted in
Figures 1 and 2 for DNA of diﬀerent length. In all cases, re-
gardless the length of the DNA, whether DNA was attached
by speciﬁc thiol-gold linkage or by nonspeciﬁc adsorption,
or whether only a few or a many as possible DNA molecules
were bound per Au nanoparticles, the eﬀective diameters de-
rived with the mobility-diameter calibration curves are dif-
ferentfordiﬀerentgelpercentages.Thoughmostofthetimes
theeﬀectivediametersderivedfromgelswithhigherpercent-
age were found to be larger than the ones obtained from gels
with lower percentage, also the opposite eﬀect was observed
within the experimental error bars (see, e.g., Figure 2). The4 Journal of Biomedicine and Biotechnology
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Figure 1: Eﬀective diameter deﬀ of Au-DNA conjugates for Au
surfaces saturated with DNA. The surface of 10nm phosphine-
stabilizedAunanoparticleswassaturatedwithsingle-strandedDNA
of diﬀerent lengths and the conjugates were run on 1%, 2%, and
3% gels. From the measured mobilities, the eﬀective diameters of
the conjugates were determined. The eﬀective diameters obtained
from 1%, 2%, and 3% gels are plotted in black with diamond, tri-
angle,andcirclesymbols,theeﬀectivediametersobtainedfromFer-
g u s o na n a l y s i sa r ep l o t t e di nr e d .T h ee ﬀective diameters of conju-
gates in which the DNA was linked to the Au particles via speciﬁc
thiol-gold bonds are connected with straight lines, the eﬀective di-
ametersofconjugatesinwhichtheDNAisnonspeciﬁcallyadsorbed
to the Au particles are connected with dotted lines. The green lines
correspond to rudimentary theoretical models of the eﬀective di-
ameters of DNA molecules attached via thiol-gold to Au particles
[27]. For fully stretched DNA (bottom curve), deﬀ,linear(N) = 10nm
+2. (0.92nm + N.0.43nm), for randomly coiled DNA (top curve)
deﬀ,coil(N) = 10nm + 2 . (0.92nm + 2 . [3−1.N. 0.43nm . 2nm] 1/2),
andforDNApartlystretchedandpartlycoiledDNA(middlecurve)
deﬀ,mixed(N) = 10nm + 2 . (0.92nm + 30 . 0.43nm + 2 . [3−1. (N–
30) . 0.43nm . 2nm] 1/2) was used [27]. We assumed 0.92nm for the
length of the thiol-hydrocarbon (C6) spacer at the reactive end of
the DNA, 0.43nm per base for the contour length and 2nm for the
persistence length [42, 43]. N corresponds to the number of bases.
eﬀective diameters derived from Ferguson plots were always
smaller than the ones derived from the mobility-diameter
calibration curves. This clearly demonstrates a severe limita-
tion of deriving eﬀective diameters from electrophoretic mo-
bilities. If always the eﬀective diameters derived from the gels
of higher percentage were smaller than the one derived from
gels with lower percentage, one could have argued that the
soft DNA shell around the rigid Au cores would be squeezed
or compressed more while migrating through the gel of
higher agarose concentration, which would lead to smaller
eﬀective diameters. However, since no clear correlation be-
tween the gel concentration and the derived eﬀective diame-
terswasobserved,wehavetoconsiderthediﬀerencebetween
the eﬀective diameters that have been obtained from gels of
diﬀerent concentrations as error bars. The bigger the Au par-
ticles become due to attachment of DNA, the bigger the er-
ror in deriving their eﬀective diameter from electrophoretic
mobilities becomes. For example, according to Figure 1, the
eﬀective diameters of 10nm Au particles saturated with 100
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Figure 2: Eﬀective diameter of Au-DNA conjugates with a discrete
number of DNA molecules attached per Au nanoparticle. 10nm Au
particles were incubated with thiol-modiﬁed single-stranded DNA
of 43 and 100 bases length and run on 1%, 2%, and 3% agarose
gels. On the gels, particles with exactly 0,1,3,4,...DNA molecules
attached per Au particle could be identiﬁed as discrete bands. From
the mobilities of the bands on the gels, the eﬀective diameters deﬀ
were derived by using a calibration curve that relates mobilities and
diameters. The eﬀective diameters corresponding to eﬀective diam-
etersderivedfrom1%,2%,and3%gelsareplottedinblackwithdi-
amond,triangle,andcirclesymbols,respectively.Fromthemobility
data of the gels of diﬀerent percentage eﬀective diameters were also
obtained by the Ferguson method and are plotted in red. The upper
and lower sets of curves belong to the Au-DNA conjugates with 100
bases and 43 bases DNA, respectively.
bases DNA that is speciﬁcally linked via thiol-Au bonds are
66.3nm, 69.5nm, and 58.5nm as determined from 1%, 2%,
and 3% gels. We believe that from these data we can as-
sumethattheeﬀectivediameteroftheseconjugatesisaround
60nm with an error bar of around 10nm. From these and
additional similar data (not shown), we conclude that deriv-
ing absolute eﬀective diameters from electrophoretic mobili-
ties via mobility-diameter calibration curves is possible only
under certain restrictions. It is not suﬃcient to extract the
data just from gels of one percentage. Only by using gels of
diﬀerent percentage an average value for the eﬀective diam-
eter and an estimate about the error can be obtained. Part
of this limitation might be due to our principal assumption
that in the case of phosphine-stabilized Au particles conju-
gated with DNA, the electrophoretic mobility is in ﬁrst order
only determined by the size of the conjugates. Charge eﬀects
may hamper obtaining more precise data for eﬀective diam-
eters. For other systems in which charge eﬀects certainly will
play a more important role [39], it might be even impossible
to derive eﬀective diameters from electrophoretic mobilities
with the here-reported mobility-diameter calibration curves.
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the here-reported calibration curves is limited to relatively
rigid objects similar in nature to Au nanoparticles. As these
objects were used in ﬁrst order to obtain the experimental
data on which the calibration functions are based, the cal-
ibration functions certainly will not describe the diameters
of soft objects, such as DNA, very well. A likely explana-
tion for the deviation in the eﬀective diameters obtained for
the DNA-Au conjugates with the calibration functions for
the gels of diﬀerent percentage can be seen in the fact that
the calibration functions are directly only applicable for Au
particle-like rigid objects. Attaching soft objects as DNA to
the Au particle surface changes their electrophoretic behav-
ior so that the calibration curves can be only applied in a
restricted way.
3.4. Evaluationoftheaccuracyofeffective
diametersobtainedfromFergusonplots
We have also evaluated the possibility to obtain eﬀective di-
ameters of Au-DNA conjugates via Ferguson plots, as had al-
ready suggested by the group of Hamad-Schiﬀerli [28]. From
Figures 1 and 2, it is evident that the eﬀective diameters ob-
tained from Ferguson plots are always signiﬁcantly smaller
than the ones obtained from mobility-diameter calibration
curves.Ithastobepointedoutthatbothevaluationmethods
are based on the same set of experimentally obtained mobil-
ities. In a classical Ferguson plot, for example for free DNA,
the logarithm of the mobilities is linear to the gel percent-
age. However, in the case of Au and Au-DNA conjugates, this
linearity holds no longer true, in particular for gels of higher
percentage [36]. We, therefore, had to restrict our analysis to
gels from 1% to 3% although in some cases data for 4% to
6% had also been available. Additional experiments can be
found in the supplementary material. Though theories for
nonlinear, convex Ferguson plots exist [40, 41], we did not
try to apply them here. Due to the signiﬁcant deviation from
the data obtained with the Ferguson plots to the data ob-
tained with mobility-diameter calibration curves and due to
the above-mentioned limitations, we conclude that the lin-
earFergusonanalysisislesssuitedtoobtainabsoluteeﬀective
diameters. However, relative increases in size due to binding
of molecules can be observed with suﬃcient resolution with
Ferguson analysis.
3.5. Speciﬁcthiol-Aubond-mediatedattachment
ofDNAversusnonspeciﬁcDNAadsorption
Our data clearly indicate that there is also nonspeciﬁc ad-
sorptionofDNAtothesurfaceofAuparticlesincasethepar-
ticles are exposed to many DNA molecules, see Figure 1.I ti s
important to point out that in Figure 1, the data of Au parti-
cles that have been exposed to as much DNA as possible and
that are, therefore, saturated with DNA are described. This is
diﬀerent from the case in which the Au particles are exposed
toonlytoafewstrandsofDNAasinFigure 2,wherenonon-
speciﬁc adsorption could be observed, as already reported by
Zanchet et al. [11]. Nonspeciﬁc adsorption of DNA to Au
particles is signiﬁcantly lower compared to speciﬁc thiol-Au
bond-mediated attachment and thus can only be observed in
case of exposure of the particles to very high DNA concen-
trations.
Although the absolute numbers derived for eﬀective di-
ameters for Au-DNA conjugates are aﬄicted with signiﬁcant
error bars as described above, these data nevertheless con-
tain valuable information about the binding of DNA to Au
particles. Any attachment of DNA leads to an increase in the
eﬀective diameter, dependent on the nature of attachment,
the amount of bound DNA, and the length of each DNA
molecule, see Figure 1. With very simple models, we can as-
sume that DNA attached to the surface of Au particles can
adopt two basic types of conformation [27]. In the ﬁrst case,
the conﬁrmation of DNA is not eﬀected by the presence of
the Au particles and it will form a random coil. In the second
case, DNA has to compete for the binding places at the gold
surface and thus, in order to bind as many DNA molecules
per area as possible, the DNA has to be stretched. Actually,
a combination of both models will best describe the reality.
In Figure 1, the eﬀective diameters for the diﬀerent models
(randomly coiled DNA, fully stretched DNA, and DNA that
is stretched for the ﬁrst 30 bases and randomly coiled for the
rest of the bases) are plotted versus the DNA length for Au
particles that are saturated with DNA. Clearly, thiol-gold-
bond speciﬁc attachment can be distinguished from non-
speciﬁc adsorption of DNA. Similar observations have been
reported also before by Sandstr¨ om et al. [26, 37]. First, the
increase in the eﬀective diameter tells that also DNA with-
out thiol modiﬁcation can be adsorbed to the surface of
phosphine-stabilized Au nanoparticles. Second, a compari-
son with the eﬀective diameters of the theoretical models
clearly proves that nonspeciﬁcally adsorbed DNA does not
exist in a stretched conﬁguration perpendicular to the Au
surface. The data rather indicate that even when the parti-
cle surface is saturated with nonspeciﬁcally attached DNA,
only parts of the DNA molecules will be randomly coiled, as
the experimentally obtained eﬀective diameters are smaller
than the diameter of conjugates in which the adsorbed DNA
is randomly coiled. From this, one can conclude that due
to nonspeciﬁc Au-DNA interaction, the adsorbed DNA is
at least partly wrapped around the surface of the Au parti-
cles, which is in agreement with other studies [44]. In case of
Au surfaces saturated with thiol-modiﬁed DNA, the eﬀective
diameters are signiﬁcantly bigger compared to nonspeciﬁ-
cally adsorbed DNA, see Figure 1. By comparison with ba-
sic models, we conclude in agreement to our previous study
that speciﬁcally bound DNA adopts a stretched conﬁgura-
tion so that as many DNA molecules as possible can bind to
the Au surface. Due to the spherical geometry, DNA longer
than around 30 bases only needs to be stretched due to this
space limitation within around the ﬁrst 30 bases, whereas
the parts of the DNA molecules further away from the Au
particle are not aﬀected by space limitation and thus can
be randomly coiled. These results again show the possibili-
ties and limitations of the here-described method. Though
it is complicated to derive accurate absolute eﬀective diam-
eters of Au-DNA conjugates, the binding of DNA molecules
can be clearly seen as an increase in the eﬀective diameters
and a comparison with theoretical models can give indica-
tions about the conformation of the attached DNA. These6 Journal of Biomedicine and Biotechnology
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Figure 3: 10 nm diameter Au particles have been saturated with thiol-modiﬁed single-stranded DNA of 8 and 43 bases lengths and were
r u no n2 %a g a r o s eg e l s .F r o mt h er e s u l t i n gm o b i l i t i e s ,e ﬀective diameters were derived via a mobility-diameter calibration curve (for 2%
agarose gels). In the table, the eﬀective diameters of particles are given in nm. In the upper row, the data for DNA modiﬁed at one end with
an-SH group are shown. In the bottom row, the data for DNA modiﬁed at one end with an-SH and at the other end with a -Cy5 organic
ﬂuorophore are shown. The results are within the error bars identical for DNA with and without Cy5, which indicates that the Cy5 at the
free end does not interfere with the binding process of the DNA to the Au particle surface.
d(Au) (nm)
Number of
bases
per DNA
Maximum
number of
DNA
molecules per
Au particle
Maximum
DNA density
on the particle
surface (nm−2)
581 3 0 .041
10 8 53 0.042
10 43 43 0.033
Figure 4: Maximum number of thiol-modiﬁed single-stranded DNA molecules that can be bound to the surface of phosphine-stabilized Au
particles. Au particles of diﬀerent core-diameter (d = 5 nm, 10 nm) and thiol modiﬁed single-stranded DNA of diﬀerent length (8 and 43
bases) have been used. The maximum possible number of DNA molecules per Au particle and the maximum surface density (in DNA per
particle surface) are given.
types of binding assays via gel electrophoresis are an attrac-
tive complementary method compared to other techniques,
such as light scattering [45]. Presumably a combination of
gel electrophoresis, light scattering, and zeta potential mea-
surements of identical samples would give the most accu-
rate analysis about Au-DNA conjugates. It remains to note
that although electrophoresis of free DNA is well studied
both experimentally and theoretically, the case of Au-DNA
conjugates is more complex because several properties (to-
tal charge, charge density, and elasticity) are not constant but
depend all at the same time on the binding of DNA to the Au
nanoparticles. A theoretical model for gel electrophoresis of
such conjugates would be helpful for data analysis.
3.6. Effectoforganicﬂuorophoreslinkedto
DNAonthebindingofDNAtoAuparticles
When organic ﬂuorophores are attached to Au-DNA conju-
gates at the free end of the DNA, which is pointing towards
solution, then energy transfer between the ﬂuorophore and
the Au nanoparticle can be observed [35]. This eﬀect can be,
for example, employed for DNA sensors [46]. Since energy
transfer depends on the distance between the organic ﬂuo-
rophore and the Au surface [35, 47], certainly the conﬁgura-
tion of the bound ﬂuorophore-modiﬁed DNA is important
for this process. In case of nonspeciﬁc adsorption of the ﬂu-
orophore to the Au surface, the distance between the ﬂuo-
rophore and the Au would be much smaller than for the case
in which the DNA is linked with its thiol-modiﬁed end, see
Figure 3. In this study, we have shown that the attachment of
Cy5 to the free end of thiol-modiﬁed DNA does not change
the eﬀective diameter in the case of Au particles saturated
with DNA, see Figure 3. These results demonstrate that the
directadsorptionofCy5totheAusurfaceismuchlessproba-
ble than the formation of thiol-Au bonds and that, therefore,
the dye points towards the solution.
3.7. DeterminationofthemaximumnumberofDNA
moleculesthatcanbeboundperoneAuparticle
The number of bound DNA molecules per Au particle has
already been determined with several methods [25, 26, 48].T. Pellegrino et al. 7
In comparison to methods in which the number of DNA
molecules is quantiﬁed by the ﬂuorescence of attached ﬂu-
orophores, the counting of DNA via absorption measure-
m e n t s( a sr e p o r t e di nt h i ss t u d y )i sn o ta ﬀected by pho-
tobleaching and quenching eﬀects. Extracting the Au-DNA
conjugates from the gel also helps that no unbound excess
DNA is present in the solution, as it still might be possible in
the case of puriﬁcation with ﬁlter membranes. The results of
t h i ss t u d ya r es u m m a r i z e di nFigure 4 and are in the same
range as the results obtained by other groups [25, 26, 48]
though our determined DNA densities are rather lower than
the ones determined by other groups. This might be due to
the fact that the phosphine stabilization is harder to be dis-
placed by DNA than citrate stabilization and in particular
due to the fact that our incubation was performed at lower
NaCl concentrations [48]. In our measurements, we could
not ﬁnd any eﬀect of the diﬀerent curvature between 5nm
and 10nm gold particles on the density of attached DNA
molecules. This can be understood as the surface curvature
diﬀerence between both types of particles is not very high
and DNA attachment to both types of particles was done un-
der the same buﬀer conditions. Recently, Qin and Yung have
instead demonstrated that the most relevant parameter for
themaximumnumberofattachedDNAmoleculesperparti-
cle is the salt concentration under which the attachment was
performed[48].Highsaltconcentrationsreduceelectrostatic
repulsion und thus allow for higher DNA surface densities.
3.8. Attachmentofanexactlyknown
numberofDNAmoleculesperAuparticle
As already reported in earlier publications, gel electrophore-
sis allows for a separation of Au-DNA conjugates with
0,1,2,... DNA molecules attached per particle [9, 11]. In
Figures 2 and 5, the eﬀective diameters of such conjugates
as determined from their electrophoretic mobilities are pre-
sented.ThedependenceofDNAlengthandAucorediameter
on the eﬀective diameter is as expected. The longer the DNA,
the more the eﬀective diameter of Au-DNA conjugates upon
whichattachmentofanotherDNAmoleculetoonegoldpar-
ticle is increased (see Figure 2) .T h em o r el o n gD N As t r a n d s
are attached per individual gold particle, the fewer the ef-
fective diameter of the Au-DNA conjugated depends on the
initial diameter of the Au core (see Figure 5). Although no
simple model for Au-DNA conjugates is available that could
predict the exact mobility in gel electrophoresis, the bands of
particles with a deﬁned number of DNA strands can be iden-
tiﬁed with their structure by relative (qualitative) compari-
son and control experiments that include hybridization. So
far, we are not aware of another separation technique (such
as HPLC) that can resolve Au particles with an individual
number of attached DNA molecules as it is possible with gel
electrophoresis. The concept of separating conjugates of par-
ticles with a discrete number of attached molecules by gel
electrophoresis could be also be generalized and used besides
for Au-DNA conjugates for other systems [49]. Because of
their deﬁned composition, we think that such conjugates of
particles with a deﬁned number of linked molecules are very
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Figure 5: Eﬀective diameters deﬀ of Au-DNA conjugates with a
discrete number of DNA molecules per particle for Au particles
of diﬀerent diameter. Single-stranded DNA (100 bases) had been
speciﬁcally attached via thiol-gold bonds to the surface of 5nm,
10nm, and 20nm Au particles. The conjugates were run on 1%,
2%, and 3% agarose gels and their eﬀective diameters deﬀ were de-
rived from the measured electrophoretic mobilities. Here, the eﬀec-
tive diameters for Au particles with a discrete number of attached
DNA molecules (100 bases) per particle are shown. Data for 5nm,
10nm, and 20nm particles are plotted in violet, black, and blue, re-
spectively. Data derived from 1%, 2%, and 3% gels are plotted with
diamond, triangle, and circle symbols.
interesting model systems and several applications have been
already demonstrated [50, 51].
4. CONCLUSIONS
In this manuscript, the analysis of Au-DNA conjugates by gel
electrophoresis is discussed. Whereas the principal eﬀects are
alreadyknownbyourpreviousstudiesandreported byother
groups, the aim of this work was the detailed analysis about
the possibilities and limitations of this technique. For this
purpose, an extensive study with 1200 gels was performed.
From these data, we can conclude that the determination of
absolute eﬀective diameters from electrophoretic mobilities
has severe limitations. In order to get an estimate about the
accuracy of the data gels of diﬀerent percentages have to be
compared. The deviation between these data sets is an indi-
cator for the error bars in the derived eﬀective diameters. We
believe that this strategy leads to more reliable values for ef-
fective diameters than Ferguson analysis. Pointing out these
limitations is important as several studies exist in which this
methodhasbeenappliedwithoutinvestigatingitslimitations
ﬁrst[27,28,32].Thoughtheextractionofabsolutevaluesfor
eﬀective diameters from the mobility data has very limited
accuracy, the attachment of molecules to particles can on the
other hand be detected with high sensitivity as an increase
in the eﬀective diameters. In this way, even the attachment
of single molecules can be resolved, which to our knowledge
has not been demonstrated yet with an alternative separation
technique such as HPLC. Besides such binding assays, also8 Journal of Biomedicine and Biotechnology
indications about the conformation of the DNA molecules
that are bound to the particles can be derived from the ob-
tained eﬀective diameters. In this way, we believe that gel
electrophoresis is a very powerful method to investigate the
attachment of DNA molecules to Au nanoparticles though it
has also clear limitations. Whereas speciﬁc and nonspeciﬁc
attachment of DNA can be detected with high sensitivity, the
quantitative determination of eﬀective hydrodynamic diam-
eters is not possible in a straightforward way.
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